Oxidative stress-induced JNK/AP-1 signaling is a major pathway involved in selective apoptosis of myelodysplastic syndrome cells by Withaferin-A
SUPPLEMENTARY MATERIALS
Cell growth and trypan blue dye exclusion cell viability assays 7.5 × 10 5 MDS-L cells were seeded in 1 ml of media per well in a 12-well plate. The cells were cultured in a humidified atmosphere of 5% CO2 at 37 °C and counted on days 3, 6 and 9. 10 µM lenalidomide or DMSO (0.2%) was added daily during experiments. Cells were split and a seeding density of 7.5 × 10 5 MDS-L cells/ml was maintained at each time point. Cumulative cell number was calculated from the cell counts at each time point. For trypan blue exclusion, MDS-L cells (7.5 × 10 5 cells/ml) were treated with increasing concentrations of WFA (0 -20 µM) in 0.5 ml of media per well of 24 well flat-bottom plates for 48 h and cell viability was assessed by counting live cells by trypan blue exclusion.
Staining and identification of bone marrow stem cells
Bone marrow cells were incubated with normal rat IgG (10 µg/1 × 10 6 cells) at 4 °C for 15 min to block Fcγ receptors and then labeled with biotin coupled rat anti-mouse lineage specific antibodies to CD11b (Mac-1), B220, Gr-1, CD8α, Ter-119 and CD5. The cells were stained with c-KIT-APC, Sca-1-PB and streptavidin APC CY7 antibodies for 30 min at 4°C in the dark and washed with 1X FACS buffer. Positively stained cells were detected on the BD LSRII flow cytometer and data was analyzed by the BD CellQuest ™ Pro software. Lineage negative cells which were double positive for both Sca-1 (stem cell antigen-1) and c-KIT (LSK) were identified as hematopoietic stem cells.
NF-κB nuclear translocation

MDS-L cells (5 × 10
6 ) were incubated with WFA (10 µM) or DMSO for 4 h. The cells were fixed with 70% ethanol for 1 h, blocked for 1 h in 10% normal goat serum and stained with 1:200 dilution of NF-κB p65 primary antibody (Santa Cruz-372), 1:200 DyLight 488 conjugated AffiniPure F(ab')2 goat anti-rabbit secondary antibody (Jackson Immunoresearch) and 1:4000 DAPI (Life Technologies) as described previously by McKenna et al [1] . Slides were viewed and pictures taken on a FV1000 v1.5 confocal microscope (Olympus, Shinjuku, Tokyo, Japan). Cell pellets of MDS-L cells treated with 10 µM WFA or DMSO (0.2%) for 4 h were lysed following the Thermo Scientific Nuclear and Cytoplasmic Extraction kit (#78833) manual. Nuclear and cytoplasmic lysates obtained were analyzed by immunoblotting to determine the sub-cellular distribution of NF-κB p65.
Cell cycle analyses
MDS-L cells (7.5 × 10 5 cells/ml) were exposed to increasing concentrations of WFA (0 -5 µM) for 48 h and cell cycle analysis was performed by PI staining as described by McKenna et al [1] . PI fluorescence was detected on the BD FACSCalibur flow cytometer and analyses were performed using the ModFit Software (Verity Software House Inc., Topsham, Maine).
Cell culture
The human AML KG1 cell line was maintained in IMDM medium supplemented with 10% fetal bovine serum. 
